Transketolase (TK, EC.2.2.1.1) is a thiamine-dependent enzyme which is widely used for assessing thiamine deficiency. The TK activity in erythrocytes is usually decreased during thiamine deficiency and this activity can be enhanced in vitro by the addition of thiamine pyrophosphate (TPP). The Just prior to the assay, the haemoglobin concentration is determined by the cyanmethaemoglobin method. This concentration is then adjusted to 30 g/1 with saline and centrifuged to obtain a haemolysate free of stroma.
(1) Tris buffer, 0' mol/1, pH 7"8 at room temperature [ 
Stability of samples during assay
The time taken to assay five specimens (10 tests and one blank)is about 100 min. The stability of samples over this period was assessed on several occasions by placing them at the beginning and at the end of the assay: no loss of enzyme activity was detected. However, delay in excess of 2 h causes a fall in enzyme activity of0" U/g Hb. This occurs when large batch samples are loaded on the sample tray at the same time.
TPP ejfect
The upper limit of the TPP effect is normally taken to be 25G. For the automated assay the optimum lag time, established mainly at room temperature which will allow the TK reaction to proceed at a constant rate, similar to the manual method, was found to be 1600 s, of which the last 300 s is at 37C.
The absorbance of the TK test is high and this is due to the NADH and the haemoglobin present. Only instruments which can offset some of this initial high absorbance will be able to measure the decreasing NADH absorbance change due to the TK assay. Both the Unicam SP8000 and the Gilford spectrophotometers can do this adequately.
Extrapolated from our previous data [5] , the range for the TK activity was 0"6 to 1.3 U/glib, while the range for the thiamine pyrophosphate (TPP) effect was 0-25?/o. 
